A new method for the determination of minimal inhibitory and fungicidal concentrations of antifungal agents for filamentous fungi is described. 5-Fluorocytosine (5-FC) was used as a representative agent and was tested against the following genera: Allescheria, Aspergillus, Cladosporium, Fonsecaea, and Phialophora. 5-FC was found to be inhibitory but not fungicidal for many of the fungi tested, including eight of clinical origin.
Methods used for the determination of minimal inhibitory concentrations (MIC) of a drug for the filamentous fungi include broth, semisolid agar, and agar dilution techniques (1, 3) . These techniques are both time-consuming and expensive; furthermore, they do not lend themselves well to use in the clinical laboratory. One major problem with broth and semisolid agar dilution procedures is preparing and inoculating the tubes so that growth does not occur on the sides above the main portion of the media and out of contact with the drug. Also, some difficulty may be encountered in determining exact end points since traces of growth may not be clearly visible. Inocula were prepared by dispersing spores and cells scraped from the surface of Sabouraud agar (Difco) slants or plates in a small volume of physiological saline. These preparations were then homogenized in Tenbroeck tissue grinders (Corning Glass Works). Large pieces of cellular material were allowed to settle out and suspended cells were adjusted to an absorbancy of 0.05 at 530 nm with physiological saline. The inocula were applied to the surfaces of the filters with a device similar to Steers replicator (Fig.  1) . Identical plates without filters also were inoculated. Plates were incubated at 30 4 1 C in an upright position for 24 h, after which time they were inverted and incubated until growth appeared on the drug-free control plates. The MIC was defined as the lowest concentration of drug which inhibited vegetative growth as determined visually. MIC values determined simultaneously with and without membrane filters were identical.
To determine the MFC, the filters were removed from the surface of the media, placed in a membrane filter holder, washed once by filtration with a small volume of sterile physiological saline, and immersed in culture tubes containing 5.0 ml of yeast nitrogen base. They also could have been placed on surfaces of drug-free agar. The tubes were incubated at 30 ± 1 C and the MFC was read after a suitable period of time. The MFC was defined as the lowest concentration of drug which proved fungicidal to the organism as determined by absence of growth.
In determining MFC values by broth and semisolid agar dilutions techniques, a calibrated loop was used to remove material from the negative growth tubes for inoculation on antibiotic-free media. Thus, only a portion of the inoculum originally introduced in the tubes was examined for fungicidal effects of the drug. In contrast, the membrane method for determination of the MFC examines the entire inocu- 
